Silver nanoparticles (AgNPs) have been widely used in a variety of applications in innovative development; consequently, people are more exposed to this particle. Growing concern about toxicity from AgNP exposure has attracted greater attention, while questions about nanosilver-responsive genes and consequences for human health remain unanswered. By considering early detection and prevention of nanotoxicology at the genetic level, this study aimed to identify 1) changes in gene expression levels that could be potential indicators for AgNP toxicity and 2) morphological phenotypes correlating to toxicity of HepG2 cells. To detect possible nanosilver-responsive genes in xenogenic targeted organs, a comprehensive systematic literature review of changes in gene expression in HepG2 cells after AgNP exposure and in silico method, connection up-and down-regulation expression analysis of microarrays (CU-DREAM), were performed. In addition, cells were extracted and processed for transmission electron microscopy to examine ultrastructural alterations. From the Gene Expression Omnibus (GEO) Series database, we selected genes that were up-and down-regulated in AgNPs, but not up-and down-regulated in silver ion exposed cells, as nanosilver-responsive genes. HepG2 cells in the AgNP-treated group showed distinct ultrastructural alterations. Our results suggested potential representative gene data after AgNPs exposure provide insight into assessment and prediction of toxicity from nanosilver exposure.
INTRODUCTION
Nanotechnology has become unavoidable in modern science, as it solves many human-related problems (1) . In our daily lives, nanoparticles with diameters of various sizes between 1-100 nm appear in many areas (2) . Silver nanoparticles (AgNPs), a commonly utilized nanoparticle, exhibit extraordinary physical, chemical, and biological properties. Indeed, AgNPs have been widely used across medical fields for their antimicrobial, antiviral, and antifungal properties (3) (4) (5) (6) . Thus, it is unsurprising that nanosilver toxicity is particularly concerning because of its potential cytotoxic effects.
Researchers have recently become interested in the genotoxicity associated with AgNP exposure. Routes by which the human body could be exposed to AgNPs include direct contact, inhalation, ingestion, and intraperitoneal or intravenous injection, with nanoparticles subsequently accumulating in a diverse group of vital organs including lung, kidney, spleen, brain, and liver (7) . In animal studies, the highest concentration of AgNPs was observed in liver (8) (9) (10) . According to the limitations of using animal models, a human in vitro system become alternative approaches for cytotoxic research. Human hepatoma cell line (HepG2 cell) has been widely used as a model of hepatocytes. These cells are epithelial in morphology and display many of the genotypic features of normal liver cells. Moreover, HepG2 cells have been used as a cytotoxic screening cell line for several drugs and chemicals, and to evaluate toxicity after AgNP exposure (11, 12) .
It is generally assumed that the toxicological effects of AgNPs mainly arise from induction of cellular oxidative stress (13) . It is also accepted that the genotoxic potential of AgNPs derives from the toxicological consequences of oxidative damage induced by AgNP exposure (14) . Mechanisms underlying genotoxic effects of nanoparticles have been studied using cell lines in most cases. However, potential nanosilver-responsive genes have not been established. In addition, correlation between specific morphological changes and genetic pathway responses remain unclear. Thus, this study aimed to demonstrate ultrastructural alterations in HepG2 cells after AgNP exposure, with particular interest in examining correlations between ultrastructural alterations and AgNP-responsive genes. We first conducted an in silico screen and systematic review to detect possible nanosilver-responsive genes that could be potential indicators for AgNP toxicity. The utility of combining transmission electron microscopy (TEM) and gene detection to evaluate toxicity after AgNP exposure was also evaluated. Our results warrant further studies investigating the correlation of molecular targets and morphological alterations.
MATERIALS AND METHODS

Systematic review of gene expression.
A systematic review was conducted to identify relevant literature analyzing cytotoxic effects of AgNPs in HepG2 cells in terms of altered gene expression. We performed a literature search of three electronic databases: PubMed, Scopus, and ISI Web of Science from all recorded data up to January 2018. PubMed search terms were ("silver" or "silver nanoparticle" or "AgNP") AND ("gene expression" OR genotoxic*) AND (liver OR hepatocyte* OR hepg2). Similar search terms and search strategy were used for both Scopus and Web of Science. Two authors independently screened titles and abstracts for studies of gene expression after AgNP exposure in human cells and obtained full texts. Inclusion criteria were (i) experimental study with control, (ii) use of HepG2 cells, (iii) exposure to AgNPs of any size, (iv) and fold-change gene expression (either up or down) as an outcome measure. Selected articles were independently reviewed by two additional authors, and data describing gene expression responses to AgNP administration were extracted. In cases where more than one outcome was obtained for a gene in the study, we extracted the result of the experiment with the most similar exposure to our morphological study.
Microarray data and data analysis. Gene expression microarray data for AgNP-and silver ion (Ag+)-exposed HepG2 cells were obtained from the GEO (https:// www.ncbi.nlm.nih.gov/geo/) database. The search term was "nano, nanoparticle, hepg2, and hepatocyte". Original studies comparing gene expression between AgNPs and Ag+ were included. AgNP-specific genes were defined as (1) causing up-regulation in AgNP-exposed cells and not up-regulation in cells exposed to Ag+ and (2) causing down-regulation in AgNP-exposed cells and not downregulation in cells exposed to Ag+. The eligible GEO series accession number was GSE14452. Raw data processed by a two-tailed Student's t-test were used to compare mean expression levels and identify AgNP-specific genes. Statistical significance was set at p < 0.001. All statistical analysis steps were processed by Connection Upand Down-Regulation Expression Analysis of Microarrays (CU-DREAM) software. Overall overlaps in gene expression, defined as AgNP-specific genes, were categorized into two main categories by their subcellular localization and molecular function.
Characterization of AgNPs. Silver nanoparticles of particle size 10 nm in aqueous buffer, containing sodium citrate as the stabilizer, were purchased from SigmaAldrich (St. Louis, MO, USA). The particle size and shape of AgNPs were determined using transmission electron microscope (TEM) equipped with a charge-coupled device (CCD) camera (Hitachi High-Technologies Corporation, Tokyo, Japan). To characterize the surface charge and absorption wavelength, the commercial AgNPs solution was analyzed by Zetasizer (Malvern Instruments, Mal- Evaluation of ultrastructural changes. Ultrastructural alterations in HepG2 cells exposed to AgNPs were visualized by TEM. For preparation of samples, HepG2 cells were seeded in 6-well plates at a density of 1 × 10 6 cells/ well and incubated at 37 o C and 5% CO 2 for 24 hr. Cells were treated with 0.5, 2, or 6 μg/mL AgNPs (Sigma-Aldrich) and incubated for an additional 24 hr. Cells treated with silver nanoparticles were harvested by trypsinization and centrifugation. Samples of HepG2 cells were fixed in 2% glutaraldehyde for 2 hr at room temperature and then rinsed with phosphate buffer. Next, samples were postfixed in 2% osmium tetraoxide solution and subsequently dehydrated with ethanol. Samples were then embedded in epoxy resin and blocks were polymerized at 60 o C overnight. After polymerization, thick sections of samples were selected for staining with toluidine blue and examined under a light microscope. Ultrathin sections of these samples were mounted on copper grids and counterstained with 2% uranyl acetate and lead citrate. Stained sections were examined using a Hitachi transmission electron microscope H-7650 at an operating voltage of 100 kV.
Analysis of death pattern. The patterns of cell death; apoptosis and necrosis were examined by flow cytometry (AMNIS, EDM Millipore, Darmstadt, Germany). HepG2 cells were plated in 6-well plates at a density of 1 × 10 6 cells/well and incubated at 37 o C and 5% CO 2 for 24 hr. The cells were treated under the same conditions as those for the ultrastructural alteration study. The control and treated cells were harvested by trypsin and washed twice with cold phosphate-buffered saline (PBS) before staining with fluorescein isothiocyanate (FITC)-conjugated annexin V and propidium iodide (PI) (BD Biosciences, Franklin Lakes, NJ, USA) according to the manufacturer's instructions. After staining, the cells were analyzed within 1 hr by the ImageStream flow cytometer using emission filters for FITC at 532/55 nm and PI at 610/30 nm. The percentage of cells undergoing apoptosis or necrosis was analyzed by IDEAS®ImageStream software (AMNIS). To study another one of the major death patterns, a prominent marker microtubule-associated protein light chain 3 (LC3) protein expressions was used to indicate autophagy by western blotting. Equal amounts of total extracted protein were loaded onto a 10% polyacrylamide gel and separated by electrophoresis. The separated proteins were transferred to a polyvinylidene difluoride (PVDF) membrane. Afterwards, the membrane was incubated with a 1:1000 dilution of anti-LC3 antibody (rabbit polyclonal anti-LC3; Sigma-Aldrich, St. Louis, MO, USA) overnight at 4 o C. After three times rinsed with TBS-T buffer, the membrane was incubated for 2 hr at room temperature with horseradish peroxidase conjugated secondary antibodies, dilution 1:5000 (Kirkegaard & Perry Laboratories, Gaithersburg, MD, USA). The immunoreactive bands were detected with an enhanced chemiluminescence assay ECL (GE Healthcare Life Sciences, USA) and visualized using Image Studio Digits for C-DiGit ® Blot Scanner (LI-COR Biosciences, Lincoln, NE, USA). Equal loading of proteins was confirmed by measuring the internal control β-actin.
RESULTS
Integration of systematic review. We identified 452 articles from our electronic search accordance with diagram in Fig. 1 . From abstract screening, there were nine potential studies, seven of which involved HepG2 cells. All seven studies met our inclusion criteria and were included in this systematic review ( Table 1 ). The size of AgNPs used varied from 10-200 nm, and the dosage range varied from 0.02-100 μg/mL. Durations of exposure included 2, 4, 6, and/or 24 hr. Overall, 36 genes were identified to be significantly up-regulated after exposure to AgNPs, while eight were significantly down-regulated. There were six genes that were identified in more than one study. Three studies demonstrated significant up-regulation of FOS and JUN genes, whereas two studies demonstrated significant up-regulation of EGR1, CXCL8, HSPB1, and MT2A genes. Fold-increases in gene expression varied among studies. Notably, genes involved in cell proliferation, such as FOS, JUN, and EGR1, exhibited significantly increased fold-changes with high-dosage exposures. Gene localization and related pathways (primarily transcription factor, metal ion binding, and chemokine/cytokine activity) are described in Table 2 .
Genes up-or down-regulated in response to AgNP exposure. To identify candidate target genes that are upor down-regulated only in AgNP-exposed cells, genes expression in cells exposed to AgNPs or Ag+ were compared. The number of genes in the AgNP-exposed group that significantly intersected with the Ag+-exposed group is shown in Table 3 . The 18 genes most significantly upregulated and 6 genes down-regulated only in the AgNPexposed group were identified and sub classified. A list of selected genes and their molecular function is shown in Table 4 . The molecular functions of selected genes were annotated using complementary information available from Gene-NCBI and UNIPROT databases.
Characteristics of AgNPs.
To enable a proper comparison with the literature review, the characteristics of the commercial AgNPs were analyzed and shown in Fig. 2 . Our results confirmed that the shapes of the nanoparticles are near-spherical and the size of the nanoparticles is uniform with a mean diameter of 10 nm (Fig. 2B) . UV-visible absorption peak of AgNPs was 403.3 nm ( Fig. 2A ) and the average zeta potential was −20.7 mV, suggesting the AgNPs are relatively stable and monodispersed in culture medium.
Cytotoxic effect of AgNPs. The cytotoxic effect of AgNPs was assessed by a PrestoBlue TM cell viability assay and the IC50 value was calculated by using commercialized Graphpad Prism® software (GraphPad Software, Inc., San Diego, CA, USA) for the subsequent experiments. As shown in Fig. 3A , AgNPs exert cytotoxic effects on HepG2 cells in a dose-dependent manner with IC50 value of 6.28 μg/mL. To determine whether AgNP-induced cytotoxicity was depended primarily on the dose of AgNPs, we investigated the Ag-ion content released from AgNPs at IC50 dose. As measured by ICP-OES, the Ag-ion con- Indicates a gene which is present in multiple citations.
tent released from AgNPs was 0.037 + 0.0008 μg/mL. This released Ag-ion content accounts for 0.61 percent of the total AgNPs solution (6 μg/mL). Compared with the control group, Ag ion-treated cells showed no significantly changed in cell viability. The cytotoxicity was seen only in AgNPs treated cell (Fig. 3B ).
Ultrastructural alterations in HepG2 cells.
In an attempt to evaluate possible correlations between changes in expression levels of AgNP-responsive genes and alterations in the ultrastructural morphology of AgNP-treated cells, we used TEM to observe morphological changes in AgNP-exposed cells. AgNP-exposed cells exhibited characteristics of different death patterns. Non-cytotoxic dosages of AgNPs (0.5 and 2 μg/mL) were found to induce assembly of degraded organelles in the cytoplasm. HepG2 cells exposed to AgNP at non-toxic concentrations exhibited numerous initial autophagic vacuoles and multiple vacuoles containing degradative contents, called autolysosomes (Fig. 4A, 4B) . Furthermore, HepG2 cells exposed to AgNP at a higher concentration (6 μg/mL) demonstrated a distinct morphology indicating necrotic cell death. At cytotoxic dosages, AgNPs were found to influence cell membrane rupture and damage to organelles (Fig. 4C) .
Apart from changes in ultrastructural morphology to indicate the pattern of death, TEM images demonstrated that AgNP-exposed cells exhibited changes in cytoplasmic organelles compared with unexposed cells, as shown in Fig. 5 . The control group showed normal ultrastructural morphology (Fig. 5A) , while the AgNP-treated group showed distinct morphological changes (Fig. 5B-5F ) indi- cating unhealthy cells. As shown in Fig. 5A , untreated cells exhibited a round nucleus with homogeneous chromatin, normal mitochondria, rough endoplasmic reticulum (exhibiting a distinct ultrastructural appearance), and intact nuclear membrane. Microscopic images from the AgNP-treated group showed distortion of nuclear membranes, formation of blebbed nuclei, and accumulation of autophagic vacuoles containing degradative organelles (Fig.  5B, 5D ). Ultrastructural morphology of AgNP-exposed cells demonstrated increased numbers of mitochondria and cytoplasmic vacuoles containing silver nanoparticles. In addition, numerous swollen lipid droplets were observed in the cytoplasm (Fig. 5C) . Impairment of other cytoplasmic organelles was also apparent, including swollen mitochondria and disappearance of mitochondrial inner membranes (Fig. 5E) , and dilated Golgi saccules (Fig. 5F) .
Assessment of the cell death pattern. To confirm the dose involvement of the different pattern of cell death upon our TEM results, double staining FITC-conjugated annexin V and PI, and immunoblotting of LC3 were employed to examine the three major patterns of cell death; apoptosis, necrosis and autophagy. HepG2 cells were treated with varying concentrations of AgNPs to demonstrate the dose-dependent effect on the death pattern. Flow cytometry analysis showed the 99.68% of untreated control cells were viable. At the sub-cytotoxic dosages of 0.5 and 2 μg/mL AgNPs, the majority of cells had a higher percentage of apoptotic cells (11.1% and 21.57%, respectively) compared with control while the cells treated with the cytotoxic dose of AgNPs (6 μg/mL) was preferable to be necrotic cells (42.4%). Results were representative of n = 3 (Fig. 6A, 6B ). As showed in Fig. 7A, 7B , the subcytotoxic dosages of AgNPs showed upregulation of LC3 protein, an established molecular marker for detect autophagosome formation, expression while 6 μg/mL AgNPs induce expression of LC3 protein were not detected.
DISCUSSION
AgNPs are an influential material with increasing applications in biomedical science and commercial products. Simultaneously, concerns about their use have recently been increasing because of their cellular toxicity (15) . However, exactly how AgNPs affect cytotoxicity remains unclear. Several hypotheses suggest exposure to AgNPs induces gene alterations in mammalian cells, which can affect cell functions and cause morphological alterations (16, 17) . The results of the present study indicated target genes responsible for the effects of exposure to AgNPs. Most genes were located in the nucleus, where they appear to function as transcription factors. In addition, this report provides electron microscopic evidence of AgNPinduced toxicity in hepatic cells. Indeed, abundant vacuoles and morphological changes in subcellular organelles such as nuclear membranes, mitochondria, and golgi apparatus were only observed in AgNP-exposed cells.
Based on our systematic literature review and computational analyses, 44 genes and 24 genes were found to be up-or down-regulated, respectively, in response to AgNP exposure. These 68 gene candidates were categorized by their molecular function. Among them, the molecular function of most genes affected by AgNPs exposure was potentially relevant to transcriptional control. The genes in the CCAAT enhancer binding protein (CEBP) family were found in both methods, CCAAT enhancer binding protein beta (CEBPB) was discovered from the systematic literature review and CCAAT enhancer binding protein alpha (CEBPA) was discovered from the in silico analysis. The CEBP family is an important transcription factor regulating the expression of genes involved in immune and inflammatory responses. These two members of the CEBP family were reported to be the key transcriptional control of liver regeneration (18) . In hepatocyte, CEBPA is highly expressed and play critical roles in regulating many metabolic liver genes, while CEBPB is up-regulated during liver regeneration and play crucial roles in the development of liver or acute inflammatory response (19) . Interference of the expression level of these main regulators of liver function by AgNPs possibly facilitates the malfunction of hepatocyte. To our knowledge, the genes in CEBP family are of great concern when studying the cytotoxic mechanism of AgNPs.
Although another candidate gene obtained from the systematic literature review and computational analyses were dissimilar, their molecular functions were found to be related. We hypothesized the differences sets of genes found in both methods were the consequence of difference in the sizes, concentration, and stabilizer of AgNPs. It should be noted that target genes in liver cells are involved in gene transcription control, metal ion binding, ATP binding, protein binding, and antioxidant activity, among other functions.
The main finding in our systematic review and microarray analysis indicated that genes changing in response to AgNP exposure are primarily responsible for oxidative stress, inflammation, and cell death. In this study, we found that the proto-oncogenes FOS and JUN, which are known to play important roles in both cell survival and the signaling pathway involved in hepatotoxicity, were highly up-regulated in the presence of AgNPs (20) (21) (22) (23) (24) . In addition, heat shock protein family members HSPB1, HSPA4L, and HSPH1 were also significantly up-regulated (22, 25) . Heat shock protein is one of the molecules induced to protect cells from oxidative stress. A previous study reported that AgNPs induced oxidative stress, and consequently increased expression of heat shock protein and heme oxygenase (HMOX1) in both liver and lung cells (26) . Moreover, AgNPs induced reactive oxygen species (ROS) generation and increased the expression level of HIF1A (27) . In addition, augmentation of HIF1A expression reportedly affected the declination of ROS levels by changing oxidative phosphorylation to anaerobic glycolysis in lung cancer cells (28) . Genes belonging to the metallothionein family, such as MT1M, MT1H, MT2A, MT1B, MT1X, MT1G, and MT1F, also responded to AgNPs (25, 29) . Metallothioneins, which have a high affinity for heavy metals, provide a cytoprotective effect against oxidative stress from metal particles including AgNPs (30) (31) (32) . Additionally, the antioxidant-related genes superoxide dismutase (SOD1 and SOD3) and catalase (CAT) were also up-regulated by exposure to AgNPs (33) . As a summary of our literature review, it was concluded that AgNPs elicit cytotoxicity through ROS generation and oxidative stress. Thus, our results may provide a possible biomarker for predicting AgNP cytotoxicity. In our in silico analysis, we also identified 24 interesting candidate genes as possible target of AgNPs induce hepatocellular toxicity. We found SOX15 (SRY-box 15) and TLL1 (tolloid like 1) were the most strongly up-and down-regulated by AgNPs respectively. SOX15, the nuclear gene encodes a member of the SOX family, which acts as transcription activator involved in the embryonic development regulation and in the cell fate determination. In testicular embryonal cell, overexpression of SOX15 was reported to cause an inhibition of cell proliferation and G0/G1 phase cell cycle arrest (34) . TLL1, the most noticeable down-regulated gene among our results, is the gene belongs to tolloid-like proteins family which is necessary for various developmental events. The down regulation of this gene by prenatal chronic stress was hypothesized that there would be associated with the process of neurogenesis (35) . Based on the present results, AgNPs may exert cytotoxic effects through SOX15 up regulation or TLL1 down regulation in hepatic cell. Further research is needed to explore the mechanism of these genes in AgNP-induced hepatotoxicity.
Evaluation of the potential risks of AgNPs from different aspects will help the design of safer and more effective antimicrobial products. The antimicrobial effects of AgNPs are based on oxidative stress generation, which consequently results in cytotoxicity, genotoxicity, immu- nological responses, and even cell death (36) . In this study, we not only evaluated genomic alterations, but also the ultrastructural morphological status of AgNP-exposed hepatic cells to understand the mechanisms of nanocytotoxicity. Our results revealed that potential target genes are mostly located within the nucleus and cytoplasm. Moreover, significant morphological changes were observed in the nuclei and cytoplasm of AgNP-exposed cells. Changes in gene expression in response to AgNP exposure involve both cellular morphological changes and cell death.
We observed autophagic vacuoles, a characteristic morphology of autophagic cell death, at low AgNP concentrations. However, at high concentrations, we observed severe membrane rupture typical of necrotic cell death. Autophagy is considered to be a survival mechanism that regulates the extent of apoptosis and necrosis (37) . Deregulated autophagy after AgNP treatment may lead to increased cell death either independently or synergistically with apoptosis or necrosis (38) (39) (40) . These morphological observations are in accordance with our in vitro assays that showed AgNPs triggered different modes of cell death in a dose dependent manner. Taken together with our results, the dose-response relationship between AgNPs and types of cell death is a necessary for understanding the toxic mechanism of AgNPs.
We demonstrated a possible correlation between AgNPresponsive genes and morphological alterations. These findings provide evidence for the prediction of possible target molecules of AgNP-induced cytotoxicity. However, this study was unable to show a direct correlation between changes in biological markers and alterations in ultrastructural morphology of liver cells after exposure to AgNPs. Further studies are needed to determine the exact target genes of AgNPs and their correlation to morphological alterations of cells. Only then will we understand the precise mechanism and major determinant factors by which AgNPs are toxic to cells.
In summary, concerns about the toxicity of AgNPs require estimation of its safety, and considerable studies have been carried out to examine biomolecular and morphological alterations induced by this nanoparticle. To the best of our knowledge, we are the first to estimate candidate AgNPtargeted genes and correlate these findings with biomolecular responses and ultrastructural alterations in HepG2 cells after AgNP exposure. This research provides comprehensive and systematic analysis for identify unclear knowledge of cellular response to AgNP cytotoxicity.
